. Inhibition of megalin trafficking to the ERC in ARH-depleted cells. (A) Immunoelectron microscopy reveals reduced labeling of megalin at the ERC in L2-sh3 cells compared with L2-Luc controls. Arrowhead indicates megalin labeling on ERC tubules in L2-Luc cells (left), whereas little labeling is seen in L2-sh3 cells (right) . C, centriole. (B) Mean number of gold particles at the ERC was 5.44 ± 0.44 for L2-Luc cells compared with 0.31 ± 0.15 for L2-sh3 cells. Bar graph represents mean ± SE of gold particles per ERC region (n = 17). L2-Luc controls and L2-sh3 cells were incubated with 20B mAb for 60 min, fixed, cryoprotected, and processed as described in Materials and methods. Ultrathin frozen sections were incubated sequentially with goat anti-mouse IgG (bridging antibody) and 12-nm gold-conjugated donkey anti-goat IgG. Bar, 200 nm. Figure S3 . Y117D mutation in the PTB domain of ARH reduces its interaction with megalin. (A) Pull-down assay showing that the ARH-His Y117D mutant with a mutation in the PTB domain of ARH has reduced interaction with GST-MT. Top: GST (lanes 3 and 4) or GST-MT (lanes 5 and 6) was used to pull down wtARH-His (lanes 3 and 5) or ARH-His Y117D (lanes 4 and 6) and detected by immunoblotting using an anti-polyhistidine (His) IgG. Input (lanes 1 and 2): the amount of ARH-His proteins used for the pull-down assay. Bottom: Ponceau S staining to visualize GST proteins. (B) Delivery of wtARH-His or ARH-His Y117D into L2-sh3 cells restored ARH levels to those in L2-Luc controls. L2-sh3 cells were treated with wtARH-His (lanes 5 and 6) or ARH-His Y117D protein alone (lanes 7 and 8) or wtARH-His:PTD-NTA (lanes 9 and 10) or ARH-His Y117D:PTD-NTA (lanes 9-12) complexes as described for Fig. 2 A. Lysates from untreated L2-Luc (lanes 1 and 2) and L2-sh3 cells (lanes 3 and 4) are also analyzed in the same blot. For each condition, the experiment was performed in duplicate. Figure S4 . Restoration of megalin trafficking to the ERC after adenoviral expression of hARH in ARH-depleted cells. (A) Trafficking of megalin to the ERC (arrowheads) is restored at 5 and 15 min after transduction of L2-sh3 cells with hARH adenovirus, but not with mock virus. L2-sh3 cells were transduced with mock or hARH adenovirus. 24 h later megalin internalization was assessed as described for Fig. 1 B. (B) After hARH adenoviral transduction, ARH expression in L2-sh3 cells (lanes 7 and 8) is equal to or greater than in L2-Luc controls (lanes 1 and 2). For comparison, lysates from L2-sh3 cells (lanes 3 and 4) and mock virus-treated L2-sh3 cells (lanes 5 and 6) are included. The experiment was performed in duplicate. Bar, 2.5 µm. Figure S5 . ARH R266A leads to fast recycling of megalin. (A) L2-sh3 cells expressing wt hARH show trafficking of megalin to the ERC (5 min) but no fast recycling to the PM (30 min). In contrast, in L2-sh3 cells expressing hARH R266A, a mutant defective in binding to AP-2, megalin recycles to the PM at 30 min (arrowheads) and it also partially traffics to the ERC. L2-sh3 cells were transduced with wt hARH or hARH mutant (R266A) adenovirus. 24 h later megalin internalization was studied as described for Fig. 1 B. (B) Transduction of L2-sh3 cells with wt hARH (lanes 7 and 8) or hARH R266A (lanes 9 and 10) adenovirus restores ARH expression to levels equal to or greater than in L2-Luc controls (lanes 1 and 2), but mock virus (lanes 5 and 6) does not. Lysates from untreated L2-sh3 cells (lanes 3 and 4) are included on the same blot. For each condition, the experiment was performed in duplicate. Bar, 2.5 µm. (C) GSTrARH R265A (a mutation homologous to hARH R266A) and wild-type GST-ARH interact equally with dynein IC2, indicating that this AP-2 binding-deficient mutant does not affect interaction of ARH with dynein IC2. Pull-downs were performed on wt MEF lysates using GST (lane 2), GST-ARH (lane 3), or GST-ARH R265A (lane 4) as in Fig. 4 B. Bottom: Ponceau S staining to visualize GST proteins.
